S1. Cell-Cell Contact between Apoptotic Cells and Macrophages, but Not Phagocytosis, is

Required to Induce IL-10 Production
The effect of apoptotic cells on macrophage cytokine production occurs in association with phagocytosis by the macrophages. However, the relative contribution of surface contact and actual phagocytosis has not been fully elucidated. To determine if phagocytosis was required for the observed induction of IL-10 production by apoptotic cells, we used cytochalasin D (Cyto D) to inhibit actin polymerization and prevent phagocytosis. As shown in Fig S1a, Cyto D at 0.1, 1 and 10 µM concentration given either at 30 min prior to (-30 min, diamond) or at the same time (0 min, square) as the addition of apoptotic cells inhibited phagocytosis by more than 90% at 1µM or more of Cyto D. However, the effective concentrations of Cyto D for inhibition of phagocytosis had no negative impact on IL-10 production induced by apoptotic cells (Fig S1b) , Immunity, Volume 27 indicating that phagocytosis is not required for this induction. Cyto D treatment did not affect LPS-induced IL-10 production, either (Fig S1c) .
To determine the need for cell-cell contact, we used a Boyden chamber with 0.4-µM pore size trans-well filters to separate RAW264.7 cells (bottom chamber) from apoptotic Jurkat T cells (top chamber) with media freely exchanging between the two chambers. In the presence of the filters, no IL-10 was produced at any time point (Fig S1d) . This result demonstrates that cellcell contact is required for apoptotic cell-induced IL-10 production. ) that were either unseparated or separated from RAW264.7 cells using 0.4-µm pore size transwell filters.
Supernatants were harvested under the indicated times and analyzed for IL-10 production.
S2. IL-10 Expression Is Transcriptionally Regulated by Apoptotic Cells
To further explore the molecular mechanism underlying the induction of IL-10 production by apoptotic cells, we examined the transcription of the IL-10 gene in RAW264.7 exposed to apoptotic cells. To detect the primary IL-10 transcripts as a measurement of the transcription rate by an RT-PCR based transcription assay (Zhou et al., 2004) we used specific oligonucleotide primers that cross the boundary of intron 2 and exon 3 of the mouse IL-10 gene locus, the "unprocessed" de novo IL-10 transcripts were induced by LPS and by apoptotic cells (Fig S2a, top panel). The induction of processed IL-10 mRNA by LPS and apoptotic cells (Fig S2a, mid- panel) followed very similar patterns as those for the primary transcripts. These results were Immunity, Volume 27 confirmed also by real-time quantitative PCR for primary IL-10 transcripts (Fig S2b) and processed mature mRNA (Fig S2c) .
To 
S3. Extensive Characterization of the Pbx-1 Binding Activities
The Pbx-1 binding activity was also observed in nuclear extracts isolated from human monocytes, and HMDM stimulated with apoptotic cells, autologous or non-autologous, (Fig S3a, lanes 5, 6, 8, 9 in the left panel). It was abolished when the mutant ACRE sequence was used as the probe containing the same mutations introduced into the Pbx-1 mutant IL-10 promoter (right panel). A faster-moving complex, which sometimes appeared, did not form sequence-specifically with the ACRE because it was also present when the mutant ACRE probe was used (right panel).
The Pbx-1b-specific complex was also observed in peritoneal macrophages stimulated with apoptotic cells (Fig S3b, lane 8 The thymi were removed and cultured in vitro for 24 hrs in 300 µl culture media from which IL-
